. Gating strategies and representative gating used in the fate mapping models . Dot Figure S4 . Enforced depletion of tissue resident macrophages is followed by local macrophage proliferation in situ. (A, B) CD11c-DTR mice were injected intraperitoneally with 4µg/kg DT (black bars, n=5/group) or PBS (white bars, n=5/group) on day -2 prior to analysis. Absolute numbers of lung and red pulp macrophages (A) and percentages of cycling Ki67
+ cells among macrophages (B) are shown. (C-E) C57BL/6 mice were injected intranasally and intravenously with 50 µl liposomal clodronate (black bars, n=6) or liposomal PBS (white bars, n=6) on day 0, followed by intraperitoneal injection of 1mg BrdU on day 5. One day later, we measured the absolute numbers of lung, spleen, and bone marrow macrophages (C), BrdU uptake (D), and Ki67 + expression (E), demonstrating that macrophages proliferated in situ. (F, G) C57BL/6 mice were treated with 10 µg/kg DT on day -16, pulsed with 1mg/day BrdU on days -15~-5, and re-treated with DT on day -2 prior to analysis. Mice were sacrificed on day0 and BrdU incorporation and Ki67 expression were analyzed by flow cytometry. Representative FACS plots of Ki67 and BrdU staining in B cells (F) are shown. Ki67 expression among BrdU positive B cells (white bars, n=8) and BrdU negative B cells (black bars, n=8) were quantified (G). Data are pooled from two independent experiments and shown as mean +/-SEM. 
Supplemental Experimental Procedures
Mice. All experiments were performed on 6-12 week old animals. CD45.1 + and CD45.2 + C57BL/6 mice were bred in-house or purchased from Frederick Cancer
Research Center (Frederick, Maryland). CD169-DTR transgenic mice were generated as described (Miyake et al., 2007 Pictures from tissue sections were acquired using a Nikon digital sight camera (Nikon, Tokyo, Japan) mounted to an Olympus BX45 microscope (Olympus, Tokyo, Japan). Magnification is based on multiplication of 10x ocular and 40x or 60x
objectives.
